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1. Cytosolic and Nuclear Subcellular Fractionation: a method to preserve protein content 

1.1. [bookmark: _GoBack]First: wash, collect, and pellet your cells.  Perform the entire protocol on ice to prevent aberrant enzyme activity during fractionation.  
1.2. Resuspend the cells in cold Fractionation Buffer, a hypotonic buffer containing a mild detergent.  This lyses the outer cell membrane while keeping the nuclei intact.
1.3. Centrifuge the mixture to pellet the nuclei and membrane debris. 
1.4. The supernatant contains the cytosol.  After pelleting any remaining cellular debris, this is the clean cytosolic fraction.
1.5. Next, wash the nuclei-containing pellet and add Nuclear Extraction Buffer.  This hypotonic solution, paired with physical disruption like sonication, bursts the nuclear membrane.
1.6. Finally, centrifuge the nuclear extract to remove membrane debris.  The cleared supernatant is the nuclear fraction.
1.7. In this example, we will isolate the cytoplasmic and nuclear fractions of cells treated with mitochondrial-derived peptides.
2. Protocol: Subcellular Fractionation of Peptide-treated Cells for Western Blot Analysis
